. Measurement of Ca 2+ uptake kinetics using brain and heart mitochondria isolated from WT and MCU KO mice. (A, B) Representative Ca 2+ uptake traces of brain mitochondria (0.1 mg/ml) incubated in EGTA-free medium energized with glutamate (10 mM) and malate (2 mM) using Calcium Green-5N fluorescent probe. Arrows indicate Ca 2+ additions. (C, D) Ca 2+ uptake quantification for brain mitochondria in presence or absence of the MCU inhibitor ruthenium red (RR) as indicated plotted against total amount of added Ca 2+ . Data are shown as mean ± SEM of n = 5 experiments. Grey areas in C and D denote range of significant difference with p < 0.05 between WT and WT + RR, and MCU KO and MCU KO + RR mitochondria determined using two-way ANOVA analysis with Sidak's multiple comparisons post-hoc test. (E, F) Ca 2+ uptake traces of heart mitochondria (0.1 mg/ml) under conditions as described for A and B. (G, H) Ca 2+ uptake quantification for heart mitochondria in presence or absence of RR as indicated. Data are shown as mean ± SEM of n = 5 experiments. Grey area in G denotes range of significant difference with p < 0.05 between WT and WT + RR mitochondria determined using two-way ANOVA analysis with Sidak's multiple comparisons post-hoc test. 
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